The relationship between cis-trans isomerism and anticancer activity has been mainly addressed for square-planar metal complexes, in particular, for platinum(II), e.g., cis-and trans-[PtCl 2 (NH 3 ) 2 ], and a number of related compounds, of which, however, only cis-counterparts are in clinical use today. For octahedral metal complexes, this effect of geometrical isomerism on anticancer activity has not been investigated systematically, mainly because the relevant isomers are still unavailable. (Fig. S4) , details of UV-vis-NIR spectroelectrochemistry and UV-vis spectra of [1] and nBu 4 N[1] in Me 2 SO and acetonitrile (Fig. S5-S9 ), the Q-band EPR spectrum of Na[1] in aqueous solution (Fig. S10) , the powder X-band EPR spectrum of nBu 4 N[1] (Fig. S11) , the results of Alamar Blue assay (Table S1 ). CCDC 1544885 and 1544886. For ESI and crystallographic data in CIF or other electronic format see
Introduction
Indazole derivatives are characterized by a variety of applications as anti-inflammatory, antimicrobial, antihypertensive, antiprotozoal, antiobesity, and antifungal agents. [1] [2] [3] They have been found to be active as inhibitors of nitric oxide synthase (NOS), 4 bacterial gyrases, 5 hydrolases, 6 and various kinases. [7] [8] [9] The ruthenium(III) complexes H 2 ind[trans-RuCl 4 (κN2-1H-indazole) 2 ] (KP1019) and Na[trans-RuCl 4 (κN2-1H-indazole) 2 ] (NKP1339) are in clinical trials as potential anticancer agents. 10 Indazole, usually referred to as 1H-indazole, exists in three tautomeric forms (Chart 1). 1H-Indazole is the dominant tautomer in the gas phase and aqueous solution, 11, 12 as well as in metal complexes, however, some substituted organic 2H-indazoles are known 13 . 16 The synthesis of the latter complex along with (H 2 ind)
[Os
IV
Cl 5 (κN2-1H-ind)] made an estimation of the effect of indazole tautomer identity on the antiproliferative activity of osmium(IV) complexes in different human cancer cell lines possible.
After the discovery of the antiproliferative activity of cisplatin in 1965, 17 the cis-geometry was long believed to be a prerequisite for the anticancer activity of metal compounds. 18, 19 Even though this situation changed over the years as several trans-isomers were synthesized and discovered to exhibit higher antiproliferative potency than their cis-congeners, 20 with some of them having the advantage of not showing cross resistance to cisplatin, 21 there are no trans-isomers in clinical use today. However, all these examples are dealing with square-planar metal complexes. The importance of the cistrans isomerism in octahedral coordination complexes has been known since Alfred Werner's time. 22 In the case of octahedral ruthenium and osmium compounds, some cases of isomeric pairs are well-documented for azole heterocycles 23, 24 and bis-picolinamide ruthenium(III) dihalide complexes. 25 The structurally related osmium(III) pyridine derivatives, cis-and trans-[OsCl 4 (Py) 2 ] − are also known, and both were crystallographically characterized. 26 Overall, the number of cytotoxic
Werner's type osmium complexes is increasing. 27 However, elucidation of structure-activity relationship remains an important task for the understanding of the mode of action of such complexes and the development of more effective anticancer agents than those exploited today. Following our interest in investigation of the chemistry of osmium(IV)-indazole-tautomer interconversion, we studied the isomerization mechanism of nBu 4 N[Os IV Cl 5 (κN1-2H-ind)] into nBu 4 N[Os IV Cl 5 (κN2-1H-ind)] and the results will be reported in due course. In addition, it was found that prolonged heating of (H 2 ind)[Os IV Cl 5 (κN1-2H-ind)] in the high boiling point solvent 1,1,2,2-tetrachloroethane afforded an unprecedented product of cis-configuration, namely cis-[Os IV Cl 4 (κN2-1H-ind) 2 ] ( [1] ). The present study of [1] adds to the growing family of osmium(IV) and osmium(III) azole compounds. 28 The complexes presented in this work are stable in aqueous and/or Me 2 SO solution for at least 24 h (osmium(III) compounds in the absence of air oxygen). Upon one-electron reduction of the metal center the tautomer coordinated to metal remains intact as also reported for trans-[Os III Cl 4 (κN1-2H-ind) 2 ] − . 29 Quite recently, a pH dependent indazole tautomerization has been reported, wherein the stabilization of one of the tautomers was achieved by coordination of an indazole-pendant azamacrocyclic scorpiand to Cu II or Zn II . 30 Herein, we describe the synthesis of cis-[Os IV Cl 4 (κN2-1H-ind) 2 ] ( [1] ) and its one electron reduced species (nBu 4 N) [1] and Na [1] (Chart 2). These complexes are spectroscopically characterized, in particular by electron paramagnetic resonance (EPR), a technique which has been shown to be very useful in unravelling the solution structure of Ru III anti-cancer drug candidates, 31 as well as other Ru III complexes. 32 EPR has been less widely applied to Os III complexes of any type because of the paucity of such compounds and frequently their inherently more challenging experimental EPR properties. 33, 34 In addition, the antiproliferative activity of the two octahedral cis-isomers [1] and Na [1] , along with the X-ray diffraction structures of cis-and trans-[Os
Cl 4 (κN2-1H-ind) 2 ] ( [1] and [2] , respectively) are reported. This discovery offers the pathway to cis-isomers of investigational anticancer drugs KP1019 and NKP1339 and a subsequent opportunity to investigate structure-activity relationships for octahedral cis/trans-[RuCl 4 (κN2-1H-ind) 2 ] − isomers.
Experimental section

Materials
OsO 4 (99.8%) was purchased from Johnson-Matthey, while nBu 4 NBr, NaBH 4 , 1H-indazole, KBr and Dowex Marathon C-resin Na + form were from Sigma-Aldrich. All chemicals were used without further purification. C was used as an internal reference. EPR spectra were recorded using an EMXplus X-band EPR spectrometer (Bruker, Germany) equipped with a high-sensitivity resonator ER 4119 HS and an ER 4141 VT variable temperature unit as well as with a modified Bruker EMX spectrometer equipped with an Oxford Instruments cryostat for liquid helium temperature (10-20 K) X-band spectra and a modified Varian spectrometer for superfluid helium temperature (2 K) Q-band (∼35 GHz) spectra. The EPR spectra were analyzed and simulated with the Easyspin toolbox. 36 Ligand-field parameters for LS d 5 systems were calculated using a fitting program originally provided by B. R. McGarvey 33b and modified by J. Telser.
Synthesis of osmium complexes
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Crystallographic structure determination X-ray diffraction measurements of [1] ·Me 2 CO and [2]·2Me 2 SO were performed on a Bruker X8 APEX-II CCD diffractometer at 199 and 100 K, respectively. The data were processed using SAINT software. 37 The structures were solved by direct methods and refined by full-matrix least-squares techniques. Non-hydrogen atoms were refined with anisotropic displacement para- of theory has been employed and the core electrons of osmium were treated via the SDD pseudo potential. 43 Vibrational analysis showed that the optimized geometry of 2 [1] − is free of imaginary (negative) frequencies. 
, where n is the number of reflections and p is the total number of parameters refined. true; g-tensor true). In the second approach, the ReSpect program package 49 has been employed utilizing the four-component relativistic Dirac-Kohn-Sham (DKS) methodology. 50, 51 In this way, the SOC effects are included variationally and thus account for higher than linear effects, which can be especially crucial in calculations of g-tensor values of compounds containing heavy elements such as osmium. an argon atmosphere to prevent direct contact with oxygen. Serial dilutions of the osmium compounds and cisplatin were prepared in the corresponding nutrient medium, ranging from 0.003 μM to 300 μM. All dilutions contained a final Me 2 SO concentration of 1%. For the Alamar Blue assay, cells were plated into 96-well plates (black, clear-bottom, Corning Incorporated) at a density of 4000 cells per well and allowed to adhere for 24 h. Then, the cells were incubated with osmium compounds or vehicle control (medium with Me 2 SO) for 48 h. The Alamar Blue reagent was used as described by the manufacturer. The Alamar Blue reagent was diluted 1 : 10 in full culture medium to achieve the working solution. The medium was removed from 96-well plates and 100 μl Alamar Blue reagent was added. The plates were incubated at 37°C for 3 h under protection from direct light. Fluorescence was read (bottom-read mode) using an excitation wavelength of 570 nm and an emission wavelength of 585 nm on a SpectraMax M5 microplate reader (Molecular Devices, Sunnyvale, CA, USA). The average reading values were analyzed by subtracting the background readings (wells with Alamar Blue but without cells) and compared against the untreated controls of each plate (defined as 100% viability) to determine the percentage of living cells. The experiment was carried out in six parallels of each compound.
Measurement of antiproliferative activity and apoptosis induction
We evaluated the potential of complexes [1] 15 cisplatin and untreated cells using an Annexin V Apoptosis Detection Kit (#640914; BioLegend). Thus, we plated 200 000 HT-29 or 4T1 cells per well in 6-well plates. After 24 h medium was removed and the cells were incubated with fresh medium or a 200 µM solution of [1] , complex Na [1] , [3] or cisplatin in medium for 48 h. After trypsinization, the supernatant and cells were collected in Falcon tubes. 1 ml of the suspension was analyzed in an automated cell counter (Beckman Coulter Counter) for cell count and viability. The remaining cells were stained with a FITC Annexin V (AV) and Propidium Iodide (PI) Kit as described by the manufacturer. The cells were washed twice with cell staining buffer (#420201; BioLegend), resuspended in Annexin binding buffer and transferred to a flow tube with a cell strainer cap (0.2-1 × 10 6 cells in 100 µl). Then, 5 µl Annexin V were added per sample, followed by 10 µl PI. The tubes were incubated for 15 min in the dark and then analyzed on a LSR Fortessa III Flow Cytometer (BD Biosciences). Compensation was carried out using single stained controls. The cells that stained positive for Annexin V were considered early apoptotic, Annexin V and PI positive cells were considered late apoptotic or necrotic and the cells positive only for PI were considered necrotic. 15 as the main species (Scheme 3). The minor product 2 could be identified by X-ray diffraction (vide infra).
Results and discussion
While trans-configured osmium analogues of KP1019 in oxidation states +3 and +4, namely [3] − and [3] This suggests an associative mechanism for the solid state reaction and a dissociative mechanism for the homogeneous reaction. 59 The reduction of osmium(IV) to osmium(III) with NaBH 4 was performed as described previously for [3] − (ref. 29) and [1] − was isolated as its tetra-n-butylammonium salt (nBu 4 N[1]). Cation metathesis employing an ion exchange resin 60 afforded the sodium salt Na [1] . Compounds [1] , nBu 4 N
[1], and Na [1] were obtained in excellent to good yields of 93, 61, and 62%, respectively.
Crystal structures
The results of X-ray diffraction studies of complexes [1] ·Me 2 CO and [2]·2Me 2 SO are shown in Fig. 1 . Crystallographic data are summarized in Table 1 , while selected bond lengths and angles are quoted in Table 2 . To the best of our knowledge these are the first tetrachlorido-bis(1H-indazole)osmium(IV) complexes to be crystallographically characterized. [ A comparison of the bond lengths in the coordination sphere of osmium in [1] , [2] , and [3] is shown in Table 2 . Inspection of geometric parameters in complexes [1] and [2] with the same coordination mode of indazole shows that the Os-N2 and Os-N11 bonds are significantly longer (0.02 Å; 5.5 × σ) in the cis-than in the trans-isomer (see Fig. 1 and Table 2 ). The same trend is clear when the Os-N bonds in ciscomplex [1] are compared to those in trans-isomer [3] with a dissimilar coordination mode of indazole (see Chart 2). This is presumably due to a stronger trans-influence of the chlorido ligand compared to nitrogen atom N2 or N1 (using the numbering for indazole in Chart 1) of indazole. Interestingly, an insignificant (<3 × σ) shortening of axial Os-N bonds in transcomplex [3] compared to that in trans-complex [2] (coordination modes are different) results in a significant (14 × σ) lengthening of equatorial Os-Cl bonds by ca. 0.03 Å (see Table 2 ) in [3] vs. those in [2] .
Both trans-indazole ligands in [2] are almost coplanar in contrast to what was found in (Ph 4 P)[trans-RuCl 4 (1H-indazole) 2 ], wherein the 1H-indazole ligands were significantly twisted. 63 The plane through both azole ligands crosses the equatorial plane between chlorido ligands, the torsion angles Θ Cl1-Os-N1-N2 and Θ Cl2-Os-N2-N1 being −30.4(4) and −47.8(2)°, respectively. A salient structural feature is the stabilization of indazole in its usual 1H-indazole form in [1] and [2] (Fig. 1) and coordination to osmium via nitrogen atom N2. This mode of coordination is typical of other metal ions, e.g. ruthenium, but rare for osmium(IV). The only previous example for osmium, namely H 2 ind[Os IV Cl 5 (1H-ind)], was reported by some of us recently. 57 Intermolecular hydrogen bonding interaction between complexes [1] and [2] and co-crystallized solvent molecules are shown in Fig. S2 and S3 in the ESI. ‡ NMR spectra The paramagnetic osmium(IV) in [1] caused some line broadening and spread of chemical shifts from −9.42 to +16.49 ppm (Fig. S4 ‡) . It should, however, be noted that despite the paramagnetism of osmium(IV) in [1] , the NMR lines remain sharp enough such that coupling constants could be easily determined. Qualitatively, the fact that the nuclear paramagnetic resonance spectrum of [1] is readily interpretable is unsurpris- 64 The number of carbon resonances in 13 C NMR spectra of [1] is in agreement with C 2 molecular symmetry of the complex. The broadening of resonances due to paramagnetism of osmium(III) (low-spin 5d 5 S = 1/2) in nBu 4 N
[1] and Na [1] is more obvious compared to that for [1] and signal splitting for indazole protons is no more discernible. All signals are significantly upfield shifted being in the δ range from 3.55 to −22.16 ppm.
UV-vis spectra and solvatochromism
The UV-vis spectra of [1] have been measured in a number of organic solvents (Fig. 2) 70 This can be explained by the better stabilization of (polar) excited states by likewise polar solvents.
Electrochemical behavior
The cyclic voltammogram of [1] in a solution of 0.2 M nBu 4 NPF 6 in acetonitrile starting from the anodic part using a platinum wire as the working electrode and a scan rate of 0.2 V s −1 is shown in Fig. 3 .
The first reduction step is reversible (E 1/2 = 0.69 V vs. NHE or +0.01 V vs. Fc + /Fc) at all scan rates used (from 10 mV s −1 to 500 mV s −1 ), and is followed by the less reversible one at a more negative potential (E 1/2 = −0.78 V vs. NHE). Upon in situ reduction at a scan rate of 10 mV s −1 in the region of the first reversible cathodic peak in acetonitrile, the UV-vis absorption bands at 408, 370 and 272 nm decreased, and, simultaneously, a new dominating band at 318 nm appeared (Fig. 4a) to ruthenium(II) and for the trans-Os III analogues. 29 Similarly, our findings indicate that a chlorido ligand is replaced by a solvent molecule upon reduction of osmium(III) species and a new redox active osmium(II) complex containing a coordinated solvent molecule is formed at the second reduction potential of [1] 0 (respectively at the first reduction peak for [1] − ).
EPR of osmium(III) complexes
As mentioned previously, the NMR resonances of the osmium(III) complexes nBu 4 N[1] and Na [1] were considerably broadened due to the rapid nuclear relaxation induced by the paramagnetism of these compounds, which could be expected from the LS d 5 electron configuration of the central metal. EPR is a valuable technique to unravel the underlying mechanisms of action of paramagnetic anticancer drugs and, in particular, those of ruthenium(III). 31 The X-band EPR spectra of Optical spectrum of [1] in 0.1 M nBu 4 NPF 6 /acetonitrile before (dark cyan trace) and after cathodic reduction at the first reduction peak (dark yellow trace -UV-vis spectrum measured at 0.46 V vs. NHE). confirm the paramagnetic nature of the complexes, while a Q-Band EPR spectrum of Na [1] and a powder EPR spectrum of nBu 4 N[1] are shown in Fig. S10 and S11, ‡ respectively. Both spectra show rather broad lines with ΔB pp > 150 mT and not a very well resolved spectral pattern, characterized by a rhombic g-tensor. 72 The g values obtained by the simulation of the spectra ( g configuration (strong-field notation) by ignoring any effects of excited states involving the e g orbitals and using the "hole" in the t 2g orbitals as a basis set as follows:
The ( 78 This has been done here and the results are given in Table 4 . In each case, there are two solutions, but usually, one can be discarded as it requires unreasonable parameters, e.g., the orbital reduction factor, k, is much too far from 1.0, or the splitting among the t 2g orbitals is much too large. Note that in this model it is not possible to provide the absolute energy splitting among the t 2g orbitals, only their energies normalized by the spin-orbit coupling (SOC) constant, ζ. This parameter has recently been accurately determined for free-ion Os 3+ (g) (Os IV in spectroscopic notation) in its 5d 5 electronic configuration: ζ d = 3738.6 cm −1 . 79 The reduction of this parameter due to covalency in these complexes is unknown, but values of ζ = 2530 and 2220 cm −1 in trans-[OsCl 4 (CO)( py)] − ( py = pyridine) are found respectively for Cs + and tetraethylammonium countercations. 34 The fact that the SOC constant is so sensitive even to counterions indicates the difficulty of quantifying this interaction, but an estimate of ζ ≈ 2500 cm −1 seems reasonable in Table 3 . * denotes the signal from an impurity. a While EPR is unable to provide the absolute sign of the g factor the ligand field theory analysis indicates that the g values are all negative for the investigated complexes (see Table 4 ). The assignment of g-tensor component directions is not made here; only ordering by magnitude (see Table 4 for such assignments). b In Me 2 SO at 94 K. pyrazole, as well as pyridine. 81 The key point, however, is not that whether a (Ru,Os) III species exhibits a rhombic or axial spectrum, but whether g ∥ (i.e., the unique feature) is greater (at lower resonant magnetic field) or lesser (at higher field) than g ⊥ (averaging a rhombic signal if necessary). In general, the (Ru,Os) III species listed in Table 4 exhibit |g ∥ | < |g ⊥ |, but [1] − shows the reversed g value ordering.
McGarvey has explained the electronic structure of trans-[MX 4 A further discussion of the LFT parameters of these complexes is beyond the scope of this study, and would be in any case risky due to the overall relatively small number of Os III coordination complexes characterized by EPR, and in particular, the lack of data on other Os III cis/trans isomers. However, it is clear that the cis-Os III complex, [1] − , as manifest in its "reversed" EPR spectrum, exhibits an electronic structure distinctly different from almost all of the related species listed in 80 The g values reported are for the solid material; in aqueous or methanol solution, multiple species are reported due to replacement of Me 2 SO and/or chlorido ligands by solvent.
e Taken from Clarke et al.
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The values for |g min | were not observed (hence they are given in parentheses), but were proposed by their LFT analysis. In these systems, the proper choice of sign of the g values is not apparent based on standard criteria, namely the magnitudes of k or Δ, so both choices are given. The results of additional calculations are given; for the trans complex, using a value for |g min | that would likely be the largest possible, but difficult to observe experimentally: |g min | = 0.9; for the cis complex using the a value for |g min | that would likely be the smallest possible: |g min | = 0.15 (a value of zero is possible, but does not provide enough information for the fitting process Fig. 7 Cell viability of human cancer cell lines after a 48 h treatment with cisplatin, [1] , Na [1] and [3] , in relation to the untreated control (1% Me 2 SO) using the Alamar Blue assay kit. Displayed are means ± standard deviation of six parallels.
in the active space. Although the rigorous DKS method does not yield the best agreement in vacuo, introducing a solvent model leads to a large improvement of the calculated results providing almost quantitative agreement with the experiment. This once again shows the need for a suitable treatment of both relativistic and spin polarization effects in the calculation of EPR parameters for 5d ions. As such, the calculated solvent effects on the electronic g-tensor parameters are so far the largest ones observed at the DKS level of theory and to the best of our knowledge, they are the largest ones calculated for systems containing heavy elements. Furthermore, the excellent agreement of DKS/COSMO theory with experimentally determined values is promising for a more systematic theoretical exploration of experimentally determined g-tensors for osmium(III) compounds, 34 and potentially other paramagnetic 5d 5 ion complexes, such as of rhenium(II) 84 or iridium(IV). 85 Effective concentrations to affect cell viability
Having now the availability of well-characterized cis-as well as trans-osmium(III) complexes it is possible to make a direct comparison of their anti-cancer efficacy. Specifically, first to determine in which concentration range these complexes mediate cytotoxic effects, we conducted a cytotoxicity screen in four different cancer cell lines (HT29, 4T1, HEK293 and H446) and compared the effects to an untreated control and cisplatin. The results for select drug concentrations are displayed in Fig. 7 . Table S1 . ‡
Antiproliferative activity in cancer cell lines
We further determined the potential of complexes [1] and Na [1] to inhibit proliferation and induce apoptosis in comparison with trans-[Os IV Cl 4 (κN1-2H-ind) 2 ] ( [3] ) and cisplatin in HT29
and 4T1 cells at a concentration of 200 µM. Here, we used an apoptosis detection kit to quantify the percentage of a cell population that has entered an early apoptotic (AV+/PI−) or late apoptotic/necrotic state (AV+/PI+) using flow cytometry (Fig. 8a) . We found that the 4T1 (breast cancer) cells were very sensitive to cisplatin (more than 60% increase in AV+ and AV+/PI+ cells compared to untreated cells), while HT29 (colorectal) cells showed no significant difference between untreated and cisplatin treated cells (Fig. 8b) . Interestingly, the cisplatin resistant HT29 cells were more sensitive to treatment with the osmium complexes than 4T1 cells. In particular, the AV+/PI+ population increased significantly to 40.3% ([1]) , 36 .0% (Na [1] ) and 57.2% ( [3] ) upon treatment (vs. 15.1% untreated, p < 0.05), indicating that the trans-isomer induced apoptosis most effectively in HT29 cells (Fig. 8b) .
In the cisplatin sensitive 4T1 cells, we also observed a significant increase in the AV+/PI+ population for all osmium compounds, but it was less pronounced ( [1] : 27.7%, Na [1] : 33.9%, trans-[Os IV Cl 4 (kN1-2H-ind) 2 ]: 27.6%, untreated: 16.8%) and the cis-and trans-isomers [1] and [3] showed no difference (Fig. 8b) .
In addition to flow cytometry data, we also measured cell viability and cell number of each sample in an automated cell counter. We found more pronounced effects on cell count than on cell viability, indicating that proliferation was affected, but the cells remained viable (Fig. 8c) . In HT29 cells, cell viability was significantly affected by cisplatin, Na [1] and [3] . The cell number was strongly reduced by over 75% by all osmium compounds and to 41% by cisplatin (Fig. 8c) . In 4T1 cells, the strongest effect on cell count was observed for the cis-compound Na [1] (20.9% of untreated), followed by cisplatin at 39.5% (Fig. 8c) .
Conclusion
In this work we reported on the synthesis and crystal structure of cis-[Os 2 ) electronic configuration of osmium(III) in these complexes. A simple ligand-field theory analysis of the g values indicates that in these cis-isomers, the electronic configuration differs from that of trans-analogs in that the electron "hole" is primarily in a d xz,yz orbital as opposed to a d xy orbital in the much more commonly found species with trans-geometry. The g-tensor of the Os III complexes of interest was further probed by quantum chemical theory. Specifically, the g-tensor values calculated by DKS/COSMO theory (with involvement of the solvent model) are in quite good agreement with those determined experimentally. Access to both cis-and trans-isomers of osmium(IV) and osmium(III) that are water soluble prompted us to investigate their in vitro anti-cancer activities. The complexes [1] , Na [1] and [3] showed antiproliferative effects on cancer cells which were not coupled to their sensitivity to cisplatin. Cytostatic effects were stronger than actual cell killing at 48 h incubation time. HT29 cells showed a higher sensitivity to treatment with osmium complexes than cisplatin. 4T1 cells showed lower rates of apoptosis induction by the osmium complexes than cisplatin, but a very strong cytostatic effect was observed for the cis-isomer Na [1] . The unavailability of a larger scale procedure for the synthesis of the trans-isomer [2] makes the direct disclosure of the effect of geometrical isomerism on cytotoxicity in this case not possible. From the other side, a direct extrapolation of the results of the antiproliferative activity and cytostatic effects of the cis-isomer Na [1] on the ruthenium analogues is not possible as well, if one takes into account the body of accumulated evidence and cytotoxicity data for related ruthenium and osmium compounds 28, 29, 35, 57, 60, [86] [87] [88] [89] [90] [91] and complexity of the problem. 92 Even though the analogous cis-isomers of KP1019/NKP1339 remain unknown, their synthesis appears to be imminent, giving an opportunity that deserves to be exploited in the search for more effective metal-based anticancer drugs than those currently in clinical trials.
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